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Amendments to the Specification: 

Please replace the paragraph beginning at page 1, line 3 with the following amended 
paragraph: 

This application is a continuation of U.S. patent application Ser. No. 09/898,513, filed 
July 3, 2001, now abandoned, which is a continuation of U.S. patent application Ser. No. 
09/121,781, filed July 23, 1998, now U.S. Patent No. 6.312.689. the entire teachings of which 
are incorporated herein by reference 

Please replace the paragraph beginning at page 20, line 3 with the following amended 
paragraph: 

Generally, fusion proteins encompass polypeptides comprising a mammalian CCR2 (e.g., 
human CCR2) as a first moiety, linked via a peptide eend bond to a second moiety not occurring 
in the mammalian CCR2 as found in nature. Thus, the second moiety can be an amino acid, 
oligopeptide or polypeptide. The first moiety can be in an N-terminal location, C-teiminal 
location or internal to the fusion protein. In one embodiment, the fusion protein comprises an 
affinity ligand (e.g., an enzyme, an antigen, epitope tage tag) as the first moiety, and a second 
moiety comprising a Linker sequence and human CCR2 or a portion thereof. 

Please replace the paragraph beginning at page 20, line 18 with the following amended 
paragraph: 

In one embodiment, a functional variant of mammalian CCR2 shares at least about 85% 
sequence identity with said mammalian CCR2, preferably at least about 90% sequence identity, 
and more preferably at least about 95% sequence identity with said mammalian CCR2. The 
nucleic acid and amino acid sequences of human CCR2a and CCR2b are described in U.S. 
Patent No. 5,707,81 5. Sequence identity can be d e t e rmin e determined using a suitable program, 
such as the Blastx program (Version 1.4), using appropriate parameters, such as default 
parameters. In one embodiment, parameters for Blastx search are scoring matrix BLOSUM62, 
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W=3. In another embodiment, a functional variant comprises a nucleic acid sequence which is 
different from the natiirally-occurring nucleic acid molecule but which, due to the degeneracy of 
the genetic code, encodes mammalian CCR2 or a portion thereof. 

Please replace the paragraph beginning at page 44, line 3 with the following amended 
paragraph: 

PE-conjugated anti-CD 16, PE-conjugated streptavidin, and biotinylated anti-human IgE 
were from Plianningen (San Diego, CA). FITC-conjugated goat anti-mouse IgG was from 
Jackson Immunoresearch Laboratories (West Grove, PA). FACS Lysing Buffer was from 
Becton Dickonaon Dickinson (Mountain View, CA) and [ 12S rj-MCP-l was from NEN (Boston, 
MA). 

Please replace the paragraph beginning at page 44, line 20 with the following amended 
paragraph: 

The coding region for the human CCR2b (Charo et al (1994) Proc. Natl Acad. Sci. USA, 
91:2752) was obtained by RT-PCR amplification as described (Qin, S. et al (1996) Eur. J 
Immunol, 26:640-647). cDNA was made using ohgo(dT)-priming, and amphfication of the 
CCR2b coding region was achieved by nested PCR with the following sets of primers which 
correspond to the positions of the CCR2b sequence (GenBank® Accession No. U03905; Charo 
et al, Proc. Natl. Acad. Sci. USA 91:2752-2756 (1994)) as indicated: 

Please replace the paragraph beginning at page 46, line 3 with the following amended 
paragraph: 

The 278 base pair amplified fragment was digested with BamHI and Apal and the 
resulting 209 base pair fragment was inserted at the Apal site at position 206 of the CCR2b 
cDNA (GenBank® Accession No. U03905) to replace the endogenous 5* base pair fragment of 
CCR2. The resulting sequence that encodes a CCR2b with the CDS signal peptide leader 
sequence immediately preceding the receptor initiator methionine was inserted into the BamHI 
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and Xhol sites of pcDNA3 (Invitrogen, San Diego, CA) to create the mammalian expression 
plasmid pCDSMCPRB. The CD5-CCR2b fragment was subcloned into the BamH I-Not I site of 
pCDEF3 (Goldman et al, (1996) Biotechniques 27:1013-1015), and this construct was 
designated CCR2bDEF3. In this expression vector, the expression of die inserted gene is driven 
by the EF-lcc promoter. 

Please replace the paragraph beginning at page 49, line 9 with the following amended 
paragraph: 

For the staining of cultured transfectant cell lines 0.5 x 10 6 cells in 50 pi were 
resuspended in PBS + 1% FCS in a 96 well polystyrene V-bottom plate. 50 pi of primary 
antibody supernatants or HT medium (negative control) were added, and the samples were 
incubated at 4°C for 30 min. 100 pi of PBS were added and the cells were pelleted by 
centrifugation and washed once with PBS. The pellet was resuspended in 1 00 ^1 PBS + 1% FCS 
containing FITC-conjugated goat anti-mouse IgG antibody (a 1 :250 dilution) and incubated for 
thirty minutes at 4°C in the dark. The cells were washed twice with PBS, resuspended in PBS, 
and analyzed by flow cytromotry cytometry with a FaoScon FACScan® eytometer using the 
CellQuest™ software (Becton Dickenson Dickinson! . Cells were fixed with PBS/1% 
formaldehyde if they were not to be analyzed the same day. Monoclonal antibodies 1D9 and 
8G2 stain CCR2 transfectants but not CCR1 or CCR5 transfectants (FIGS. 1A-10). 

Please replace the paragraph beginning at page 49, line 9 with the following amended 
paragraph: 

1 00 pi whole blood was mixed with 1 00 fit ul of 1D9 antibody hybridoma supernatants 
or HT medium (negative control) and incubated at 4°C for 30 min. After one wash with PBS, 
100 t^t pJ FITC-conjugated goat anti-mouse IgG antibody (a 1 :250 dilution) was added to each 
sample and incubated for 30 min. at 4°C in the dark. Samples were then washed once with PBS 
if a second color staining is to be done, otherwise washed twice more in PBS. For two color 
staining 5 pi of mouse serum was added to the cell pellets after the single wash, mixed, and 
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incubated for five minutes at 4°C in the dark. Second primary antibodies (or PBS as a negative 
control) were added (10 ^1 anti-CD16, 100 p.1 1:200 dilution of anti-IgE) and incubated for thirty 
minutes at 4°C in the dark. Samples were then washed one time with PBS and resuspended in 
100 ul streptavidin PE (1:200 PBS + 1% BSA) and incubated for fifteen minutes at 4°C in 
the dark. Erythrocytes were lysed by adding 2 ml of FACS Lysing Buffer to each sample and 
incubating at room temperature in the dark for fifteen minutes or until samples were clear. The 
cells were pelleted by centrifugation and all but 200 pi of the supernatant was aspirated. The 
samples were analyzed by flow cytometry on a FacScan FACScan® cytometer using the 
CellQuest™ software (Becton- Diclcenson Dickinson). CCR2b is expressed on most monocytes, 
a subpopulation of lymphocytes and a subset of granulocytes (FIGS. 2A-2L). CCR2b is 
expressed on an IgE-positive population in peripheral blood (basophils)(FIGS. 3A-3I). 



